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[1**^2] 'j y-b^^ SEQ ID NO: WZtt-^T ^ y^SE^iJ. *^v^(i 

SEQ ID NO: Itc^^n^S) =i 7 -f ^(tjt ^ y ^SB^iJtcisv^Tl ^ L < (i^Ii^lB^O 

[li^^3] ^"7^ >7&^ SEQ ID NO: Iti^-f T ^ 7 ^BE^iJ. ab'Sv^fi 
SEQ ID NO: ^ tL<2> "7 -f 9 > <7) r ^ y ^gfi^ij * n - Kt* ^ ia^Be^ij ^ ffiM 

\tm.miumu(r>m^io^xf/^fz\t^\t%w^'&L^^'f^^(0'Qh^ %%im. 

[it^]^4] »; ^'tS^ SEQ ID NO: HC^-f T ^ y ^K^iJ. 

n^-f ><7)T< y^SB^iJ (SEQ ID NO: 1) ^ <7)raT-i^^^ < i: ^30%<^T ^ y ^ 

SE^ijffiisii4=&^t-'i)T< ymse^ij^^L. i)-'o^M.nmmi^ ^xf/tfzitmMM 

%mm.(Dmm.^i~rf/tfz{t6^immm^'k^'t^. %%i^mi''UWL(D^mm 
m.ii i xfx-tfz{t^m.mw.mm(Dmmii ^ xf/t tz^t^^it^mmo 

[Ih*:^5] U yi3^^ SEQ ID NO: 2ic^f J^lgge^iJ, ^^v^tiSEQ 

ID NO: 2K7j^^fi^:ny ^ i; >'(7)Jtl^@e^iJ^;j=aMW;&Jtl»Be^Ji:<0P^-t:\ ;^ h 

7&^oitjfiL#mi3 J: tj^v t fz ii^ikmmmm(7)mmii ^ 1 rzit^immx^^ 
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lW*^6l U SEQ ID NO: 2iz^^-riM.mm. ^^v^fiSEQ 

ID NO: z^zTik^fi^h 3 -7 x^iasee^ijiiorB^-e^^^t < t ii30%<7)m.&^m^ 

J: Xf/t fz^t^immMo 

Mo 

M^im^zmm<D^mmmiixx/xtfziim5kmmmm<^mm.isxif/'tfza 

imMm 1 0 ] HfrfE-9-^ h-^^ ^ >'^-u4 ^y-l (IL-1) . IL-2 

. IL-3. IL-4. IL-5. IL-6. IL-7. IL-10. IL-11. mmt^^--tmm^ (G- 
CSF) . mmt --r^uyr-V^u ^--MWMl- (GM-CSF) . t ^ n "7 r - v 
uu:=.~-tmmi' (M-CSF) . ^U7f.:x.^y (EPO) . iaftt^mt^mitM 

HT- (bFGF) . m'&mm^mmMmmi- (aFCF) . ^>x';>«it5itHT- (igf 
) . Ji^SitmsT- (EGF) . ^mmMmm=f- (hgf) . Y^y:^y^~\yv]$L^ 

m^-a (TGF-«) . 7°nf-T--tr^^^v>I. xT--1f ;^^v>II, jfli/h^ 

s^^ftHT- (PDGF) . ^')y\mn.6^im^^tz{i^M.nMMmiLm^ (lif 
is X xf/ 1 fz \t^MMwm.<om^is X xf/ 1 fz {t^it^MMo 
M.mmii X xf/tfz\mjmmmm.<Dmmii x xi/t tz^t^immmo 

[ffi^:® 1 2 ] K^M.mm.WJ^ii X Xf/ 1 fz (±i£«Hg®T ?r# d mB.<r> 
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tz{±mM.m%mm<Di%mii if/tfz{t6fi\:\^Mn(D{}^-ti: <t^ im^?x#-r ^ 
i t ^^tf. ^immumixf/-t fz{t^M.wmmu<^mmii^xf/t tza^^w: 

fzit^sfa.mmmm<Dmmiixv'^ytfzii^itiS:mm<7y^j'-^j: < ti>m^^^L. 

[0 0 0 1] 

km ^ miim^ t-fh mmmmmii x. xi/ 1 tz \t^m\WMm(r)nM^ x xf/ 1 
fzii^ms:mMt^(Dmfz^j:mmizm-t^o :^§tm<7)m!ia.nmmisxz/ytfzit 

iisimmmm<7)mmii x vf/ t tz {t^Yiu^^^^-c ^ v > i: ^ # \z //Lit 
Mf^wp^ii X Xf/ i fz {iitjfliatii&T ^ mB.<D't^mm t x^xmm * ^ 
o tfz^ ^^m(r>m\mmm.iixxf/tfz\t^imw.mm.<Dnmiixxf/tfz\it 

[0 0 0 2] 
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[0 0 0 3] 

SSnm^tLXii. ^lil^-nn^-flJ^H^ (granulocyte colony-stimulating 

factor . I^JIT TG-CSFJ tv^^) J: □ "7 r - v-n n--$lJ^Hi=- (mac 

rophage colony-stimulating factor^ l^J.T fM-CSFj tv^^) ^^WcM^^J^Mtfz 

iti\:^mm^j:tizx^5&ikmnmr m^mm^j^^^^f) ^zn-r^b-i^mmtLx. 

jn >J X n .-Jf j:.^ > (erythropoietin. J':JLT TEPOJ t\^^o) ;6^^W14«JflL^ i:^)?^ 
[0 0 0 4] 

> ho:fts^:^iiv^o ^(Dfzib. ^immm.<Dm\-mw^(r>miLi}^'SLW:x^^o 

(^M+lJl. ^i^lM^. 12 : 333, 1994) o 
[0 0 0 5] 



miiE# 2003-3104791 



2001-400330 



^-v: 5/ 



L^tS^^^. J^jflL$^#TO«0'f$^1-i#i|iS7&^^fl!#$ttTV>^SCF (stem cell factor) 
lk-2/flt3'J :^*>' K^##.-e(il^i|ii?S1475^15:< . TPO (thrombopoietin) . ^> 

^ - D ^ >6/Br^tt-r > ^ - n ^ >6$#^^'g-'^^ ^ (7)a<^'g':b-^7&^'t^ft 

#:T-^^c-kit<7)'J Ktr'^-S^ <!:7{>^^i^:6-i:^o/i (Cell, 63: 167-174, 19 
90; Cell, 63: 195-201, 1990; Cell, 63: 225-233, 1990) o c-kit/SCF^.v^* 

mhi)^Xhh (Blood, 78: 1-19, 1991 ; Blood, 81: 2844-2853. 1993 ; Blood, 
90: 4767-4778, 1997) o L;5^L> t: h7iifllf^«^3tJfilfllrlE«±Oc-kitO|§ 
m{i^< (Blood, 87: 4136-4142, 1996) . Z.inh<r>mm(r>mnikt LX\im^ 
(D-^^ h i7 4 > t<Dm^^^-^-^mm&^'Ch^ t^x.hfiX\^^^ (Blood. 89: 2 
644-2653, 1997 ; Cancer Chemother. Pharmacol., 38 [Suppl.]: 64-68, 1996) 

o 

[0 0 0 6] 

-ii. ^^m^ii. ^ hmm^skmmmw:^-^. cD34«i4-e^ 19 . ^-^gp 

(glycoprotein) IIb/IIIa>6^mtt-e*^ <b d ^m^^i-'i). fffc^m^^ 
miLLfz (#r?B¥6-269284) o CD34(i. Jigll^mo^'fkH'f^v^M^-r^M^ > 
^^^MX^ h^iSa.nmm<^-^-iJ-X$>^. — (glycoprotein) Ilb/IIIa 

itZ(Dmm.i. Human myeloid leukemic cell S6 SBM332t^iSL (Jl^T rS6^ 

n^^mt-t > ^ -) UFERM BP-4227i: LT^It L/io 
[0 0 0 71 
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3-T-b-r- h (TPA) <7)v&J§«{; J: I9 CD34<7)^Jl7&^~jt§l GPIIb/IIIaO|&il 
[0 0 0 8] 

^ ^y<D9^mts^mm^mmLx. r ^ ^ >^mmm^(Dnmmizis^^x±m^^m 

MiW:LX^^^. r ^^y^^^ y^^^M (act in-binding protein ; ABP) <D— 

MX^^ (M^M^. ^12#, ^4-^:24-28, 1994) o ^LTnv^'jXi. G- 

r^^yt^^LG-r^^y {r^^y'4-mw) ^mm. mM.^irhz.b\zx^ 

0'<<r>mmi:^''^'^mmLx\^^^zt-^mhnx\^^^ i^it^. mum. 112-^:1 
01-114, 1999) o =?-7^ mm\^x') ymtmtM') ymitm:^^^^Lx 

[0 0 0 9] 

^^jv^yi^zx^mm.. :s(iTf^tmmizM-t^^ yy-Uy-l^y -)i^l>zj;:i>mM. T 7. 
\u^y{y \zn-fhVf^)\ycm\z J: ^mW^^ t\ ^ t ^'t ^^t.6^f!l^t;#v>=r 
y ^ Vy-^mV yMit^^^^t-fy^^^^-^X^tz (Moon. A. & Drub in, D.G. (1 
995) Mol. Biol. Cell. 6, 1423-1431) o ^hlZ^ tt^^m^immoi^^mz t 

[0 0 10] 

-:fj. T^^ym^^^y^^^m (abp) <Dm^$>^\^^itm?mm<Dmmizx ^ . 

^^m<Dm,mim,-mm^7F^tix\^^^o mx.ii. r^^yitmtmmtti:^mm 
mm.. m.^^<7^m?^H-\zi.hx^m^^^^itmwmi:{i: (#^¥5-50603-^. mm. 

¥8-510998-^) , ^ ^)y<Dm.')y mtnUM \zi.hryf^V-i^7.^V:i.]y- 
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-67662-^. #i3¥l0-87484-^) :^mifhfl^o 
[0011] 

[0012] 

■^mm. '^Mmmu^^v^/^fz\tm.m\mm(r>nm^^xf/^fz\t^\t 

[0 0 13] 

mm^m^-f^fz^(^^m 

^tb='nj:^-f^^lE^, HPP-CFC (high proliferative potential-colony formi 

ng cells) <Dmm^iS:mir^m^<D^^-^m^htifzo 'iitm^h(D^^isj;LXfz 

'^v^ L^HT-<^jlfST-<7) n - - > ^S.?/jl<ET-m<^mx.MHT-<7)HPP-CFCiiiIii 
[0 0 14] 
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^ ^ 3 7 ^ > i)^^M.nmm.^ ^ xf/ 1 tz \t^m^mmm<om^^ i ^/ 1 tz 

^'ft ^'fffiii-r ^ :<i^^-e ^ h HT--e^> ^ ^ <h ^Ev^ L . -7 ;^ OHPP-CFCliilii 
[0 0 151 

lXf/^fz\t%\mM'^'^\t^ HPP-CFC<7)iiiIis>f£mrS14 (J':JIT rHPP-CFC?l&ttJ h 
f^-^-t) ^t^H^LT. ^^^-r^^ iTlf^^-r^l^^o HPP-CFCfS-14^{i. HPP-CFC (high 
proliferative potential-colony forming cells) tCfpflS L> -?"<7)i§ilig^'fJEjg 
t^v^^o >1<:0HPP-CFC (high prol iferative potential-colony f 
orming cells) {i. i^Jfi^^T&^l^ < n--B^tg^;tt"'2>. invitronn- 

$&iBfla (long term culture- initiating celK LTC-IC) ^ ^ —WiW^\t\^fz%> 
[0 0 16] 

HPP-cFcnnzi-fMi£jt^i5fttc>aij^(i. fc<i:^(i\ ^Mmmu^k^mmK'^ 

^#■r'S>aw-e-7•^7>?.^c^5L7&5^^PJ■c^)'2>5-7;^;^-D'>9v;^^^#L. ^<7)-7>>x 

-riC'gfc-r^^.hlciO ff^fig; $ tL ^ g:^ ^ HPP-CFC 3nr:-i5:^?flij^i-<?,c:<!:i;ct 
*5tT^o -Oiij^-^tci 19. 2^II^OiSjfiL^«i3j;t>Vt/;{±itJflLfrlEm<7) 

[0 0 17] 

n^-r >=S:fflv>T±J^LfcHPP-CFC?S14ilJ^^rtfo/it :i 
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[0 0 18] 

Mflai;^fb1-^-i:755^-e#^. #'Bgt4mm<7)^<h^v^^o -<7)|«{±. CD34 
-fdlO^fflfla^.lf-v-:*- (Lineage maker) {i^Tl^tt'fcm-eab 

[0 0 19] 

[0020] 

[0 0 2 1 ] 

mi-^^m.mmmm^M^mnmmmmi^ ^r/ytfzimmssa.mmm e 
[0022] 
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n^-f'j^J tv>^J#^H(i, SEQ ID NO: lt;^$n-5)T 5 y^@d?ij^^-r^3 
[0 0 2 3] 

:*:^H^t3ioV^T=r -7 ^ ><7)iS#'ft'^tr^:v>^*|^H{i, SEQ ID NO: llc^^^ 

mis i t// 1 (ijt^n $ tt/i r ^ y mes^ij/i- >^ ^ <7) ; seq id NO: iti^ $ tL 
v^n^r<y mMin^^-fh i^(7) ; :jy 4 xdt < / mnm (seq id no: 1 
^ y mnm^^ ^ ^) <o ; t-* o r . mmmmis x vf/ t tz \tm.m^m.mm.(r> 

-7 ^ ')y<Dm:mt'^^h\^^^i%^\z\it. tfz. SEQ ID NO: 2tc^$ n 7 'J 

/N-r-ru r-rXpTHg^m^ge^JtCt 3- K^tL^^><7) ; seq id no: 2tc^^tt 
^ 3 -7 'j >oi£^@e^iJ h(r>f^-x:0^tj: < <h <)30%, J; 19 ft? ^ L < {i^-^ < <!: ^50 
%. «t 0 ft? S L < (i^^^S? < h ^60%. ft ^ftf $ L < (iii'^^ < h ^70%coJt^*e£^iJ 
i=l|5H4^Wi-'5>ia^BS^iJ^'g-tpDNAtcJ: 19 K^tL^^<^) ; T-^oT, 

[0 0 2 4] 

^^Hisv^T. rUL<{i^i5:1®J ftf t L < (il-20li. <fc'9ftJiL< 
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X^] . mm] . R«J (i. > (SEQ ID NO: 1) i: |WI»tCjtJfiL^^ 

[0 0 2 5] 

> (SEQ ID NO: 1). ^n - Ki-^taSSe^O (1^Jx.(i\ SEQ ID NO: 2) ^ L< 

^ti^ —^^m K it^^m-^^M ^ ^ i:\ * :t > mm-^m^^ at^^Y'}y v ^ 

<7)|S^(i> ^ll#-e^n(i\ -^Ux-t^^ Sambrooki3ct^/"Russel (Molecular Clonin 
g: A Laboratory Manual. 3rd edition (2001)) (Dt^M.K^'^^^X^T^ ^ t-^^X- 
Zflh(D7.V') >i^':r.y h^j:mn^(D^m^^j:MtLXlt^ mK.l£. 6XSSC 
. SXDenhardt's. 0.1%SDS. 25°C^ L68°C^ ^ r >; iJ''^ -t- v 3 >^ 

T(±. <t L< {±45"C^i/^L68t: (4^;UA T 5 KM L) t fj{i25'C'^v> L50 

t: (50%'-^;i'AT5 K) ^m^fhzt^^x^ho 
[0 0 2 6] 

(i. NeedlemaniS J: tafunsch (J. Mol Biol., 48: 443-453, 1970) (r>r)\'^*')X 

'eL-C':>^-^3>v>;»C^¥^]afE^3>iijL-^-^*;V--7° (UWGCG 
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(i : (1) Henikoffi3J:mienikoff (Proc. Natl. Acad. Sci. USA, 89: 10915-1 
0919, 1992) tCffifc^tL^ ct ^ >^3T'; • h -7 i^y?.. blosum62 ; ( 
2) 1260 ^> -y y^jpm ; (3) 4(7) ^'-v ; io J: (4) -y 

[0 0 2 7] 

(Nucl. Acids. Res. 25., p. 3389-3402. 1997) tUBt^^ tLTV^>i>BUSTyn ^' 

J\m^(Om^^ Nucleotide BLAST (BLASTN) -fu^'^UX^ Queryil^BE^iJ^A 
IlLX. GenBank. EMEU WQ]ti: t'CDiR^Unr- 9 7. tm.^-^ ^ ^ ti^^X 
tfz. T ^ ym.W.^m^<7)i^'k. Protein BLAST (BLASTP) -fuy^AX 
, QueryT^ y^Se^iJ=£:A;'3L-r. GenBank CDS> PDB. SwissProt. PIR^t'OT 

5. ymmi\T~-9^-:^tm^-t^^t:f}^x^^o mm-f^9^^J^it. ^y^- 

y h JitrNational Center for Biotechnology Information (NCBI) > h^^/"" 
mm Data Bank of Japan (DDBJ) O r +l- V i)-hmm-f h ^ tt^^t^X^ 

tci¥L<fem^tLT^f). -um^'^^m.'MM'^'rhz.t'h^usmxh^-hK ^^m 

[0 0 2 81 

i>(D. fztx.i£^m^m^^m^^ (Site Directed Mutagenesis) > ^^m^ 
a^PCRifipS ^J^^m^^tz^yrA ^M^^ (Random Mutagenes is) > iJ^-J V 
^X^^^WL (Cassette Mutagenesis) ^ ir'HJ: «) S^ji^ tL.& ^> co. $:fflv^>g>C: 

ti)^x^^o 1-^^*>. ^m^t^m^^\^f^i>(DXh-oX^. 

W,n (SEQ ID NO: 1) Hi.Xfmii'^^m (SEQ id NO: 2) aWc^Xhh Z. tf}^h 

ttiliE# 2003-3104791 
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tiiX'^:ho CClciSV^T. miT:l^X^m^'}itLXli. fztx.l:i. SambrookiS 
J: D^'Russel (Molecular Cloning: A Laboratory Manual, 3rd edition (2001)) 

[0 0 2 91 

r^oxxh';^. :=^7 h or ^^>)l%m-^HT- (adf) , -^^j^pot" 

/N-iJ'f^^, ^#(7)Abpl> AcanthamoebaOr h 7 ^^iSiO^M^'b^O^^'fl: 
[0 0 3 0] 

##ffl!a*3 J; xf/tfz\tm.M.mm.mm.(Dmmii ^ xf/ttz\t'^\mm^\±^^-r^ 

[0 0 3 11 
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[0 0 3 2] 

tLXli. xf>^-D>r^> (IL) -1. IL-2. IL-3. IL-4. IL-5. IL-6. IL-7. 

iL-10. iL-11. mmt^^^-mmm^ (g-csf) . isujt • -^^n^r-vn 

njri-fiJ^ST- (GM-CSF) . n "7 r - v n n--fiJ^HT- (M-CSF) . J-') 
(EPO) ^ X-rA-t;L'-7 T ^ ^- (SCF) . f Ik-2/'f ItSV K\ 

hn>.-j^-4fj:-^> (Tpo) . ikm^mmmmmmm^ (bFCF) . m\±um^m 
mmmm^F- (aFCF) . ^^«itmHT-. ±&mmm'^ (egf) . if^^ii 

mHi^- (HGF) . Y^y:^y^~-^y^HlL^m^-a (TGF-a) . ■7°nT-r--b*^^ 

7°oxr--tf^-^drv>II. ifll/h1SEl3*^ftHT- (PDGF) . 

^^^imi- (CDF) . ^MMMMm^.m'^ (lif) iits^^^)^^^ ctt'biip^'btL^ 

o 

[0 0 3 3] 

<h L/::t#'^lC'etL^tL0.0001-200000m4%v^Sn-t^-^75^^-e#/2>o >m^<7:>M 
[0 0 3 4] 

Oii^io cfc r/y t fz it^it^mn L T . 3 -7 ^ 'j > m j't-OHPP-CFCi^li ^ ^ 

^h^^hmw}mm±m6ft\^xmwLx\^mLxi>i.\^^o ^ht^:^ 
m^^M'^m.^h Lx<D^y^ 'J ym\-<oi{p?-cFci^^i^-rh^Mtii^ hpp-c 

FCS* n n - (DM^^iS^Mir hZtiZX*). ^Sk^mmi^ ct r/^V * (±3t JfiLltr 
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iiz^^-r^b :itKX'o. ^mmmi^ ct vxt fzii^!kmmmm<Dmmii j: r/x 

. Flk2/Fl t3 >; if> }'\ TPO. IL-e/ s IL-GR^^ t'-^^^ tti^-^K ^tih<Di><Dl,Z 
[0 0 3 5] 

T . ?JliSMflaM^-i3 J; If / $ fz {ii£«^®T * ^ ^^B. «t «9 B^#:fitJ {iiS 

$)^y^^ii^!tsLmmmmiW)i^mm<7)^mizm^x$>^o ^mmtLxa^ Panc 
i±iiB.4^um'j^^&. #^14JflL/J^«M^-tt^^i^ (iTP) , STE. mm^Wim 

mm^jCMm. mjfiL> Bamard-Soulierj^l^^. Glanzmann' sI^Q./J^^ 
[0 0 3 6] 

^^m<^^s(a.nmmis x if/ 1 tz {trnMsmmm^o^i^ma i xf/ 1 tz {i6^it% 

[0 0 3 7] 

ji)^J<7)r&^^^fj{±a:«^t L-colgffl»{±. ^(D^m^m. ^fflgfitJ^tcj: 

-^icfi^ fiJx.(i\ 1 0*1^0.002/. g/kg-20 mg/kg*^S-^i-^<^;5^^§^t L < . J: 
L< (i. lB4m2;«g/kg~2 mg/kg-t ^) o 
[0 0 3 8] 
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> m(ommmLx. mm<D:fjm^j;i^mmx^^o ^hizpm 

(^J;i{i\ ^i^^^h'j-^A^ ^*>;v>) . ^5R^b^J (^J^{S\ ■7'K'>lg> $5 
>Hf;l/=r^H7/,^ il^yn;^?-f>) ^(DmuMi1]\]x.:h ^ t i,X^ tfz. m 

o 

[0 0 3 91 

> (HSA) ^^se-^f-B v#MW^«-epH 3-8*^-r=t ^ tip^i"^ :Ltij^ 

>o?gi4®T7&^'ii.^'^ < . t fzm.m^uKii\^^x{i^<Dwmmn<Dm-^^^m.mxhh 

<7)t:^$f $ tv^o HSAi: L-C{±. ^OT'^) J: :$:afi£t?^ISgJ^tDffl-t- 

JfiL^^m^i: LTCohnO ^ y - ^W^M^G^i J: o -r:^iijM L/i 4> OT^^^fflv^ 

. 7Kv§Ktl ml^/ci9 1^0.1 mg-ltj50 mg. mg~l^20 mg^^^-^^^ 

[0 0 4 0] 
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T;vn-;i/^<0:^'^{i|tjl0~100 mg. T ^ 7 ^(Tj^-^til^jS-SO mg^^-f^ t 
[0 0 4 1 ] 

^h\^Atw^mM'^^^h\z.xy)mmth:L}iifix^hom\z. 

xf/ ^ fz \x^tmm.mu<Dm$.^ x xi/ ^ tz \t^\mMM\ ^ ^m^-f h::.h\zx^ 
m'^-ir^fz^K\t. imuh \^xmm\^fz'^Mmmuiixxf/^tz\tm.MMmm 
u<omk^ xxf / ^fz\t^^YM.'m\^wMh trfflv^ ^ti=^ii#*^-8or~-2o 

(i#t;-80"C~15lC. L < {i|^-80°C— 10'C-ei*^-r'l)o *l§H^<7)^iflL 

mmm.^ x xf/^fz\t^^mwMm.(r>m$.ii x xf/^tz\t<r^\m}m\^u^nM. 
i-^cttCct y)m'mrt hfzi!b\z\t^ mk.\t±M:m^mLm^%mzx^m±MM 
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[0 0 4 2] 

:$:f&^tCi3V^T{i. m^l^J^n. mi^ (^Jx.{^. Ori^^ >; ^ 

^^;Hr;kn-;^ (CMC) . T;v^">^^-^ h A) . (1^!)x.{i\ 

[0 0 4 3] 

, T ^ y . v>wm:^i\^tzmmm.xmm\^fz'ikKmm'^h zti>x 

[0 0 4 4] 

{ziiz<D:^mm^mmi'^ z. t:^^x^ . mmizx^mm-r^m^izuzoTKmm. 

[0 0 4 51 

mi&mi^zx^mmi-^^\ ^(Dyi^mm^Mi^m^zx^mmLfz^. te^mi^tcj: 

<Dm^. ^^<D^mu^M^i<z-rh^\ mm:^':^mm-r^ztizxy)^ mm.^^^ 

mi^mi-^yi(-mmx\ ^Mmmsh^mmt^m^i^zit^ ^<D7i<,mmimmmM 
L. mmm'j^i'Z xnry y)vm\iZ'^'&4^6^mk. %'A\z x 0 m%mm Lfzi><D^ 
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[0 0 4 6] 
[0 0 4 7] 

(1) MiSsLnmmiixxfytfziimiia.mmmm<7)mmiij^ifytfza^^tiS:M 
mik^mmisJ:t>'/'tfzi±m!iB.mMmm<Dmmmm-{^t lt. mm^hm-^- 

iJ- (Lineage maker) ^mALfzmm^W.^Lfz-^'y :^'Wmmmt'^>y°)l^ t 

^mi^^mLfz'ik. ^<Di^mm^^^^^ir;bMmmm^^~-mmmm (High? 

roliferarative Potential Colony Forming Cell ; HPP-CFC) 

^m^^^o HPP-CFC ^ji^ii: LfzT'yt^^jift:<Mifinmm<7)m^i<'m^^hfi 

TV^^o fztx.l£. ^m^mm^^i'^m-t ^mmWf (StemCell Factor ;SCF 
) {±HPP-CFC^J^11tCLTffl$!i$nT</^^o 
[0 0 4 8] 

(2) ^iknmmii X n/ 1 tz timskmmmm,(Dmmi^ ct t fz 

msknmmii J: ifx t fz iimitsLmmmm(Dmmii ct z/y t tz u^immx^n. ^ 
^-r^m9:<ommi±. m^i^i. s6mm(Dm^y>^^^M^m±m (good i^xxf 

50%^^±'/tx y ^^)V--ty r n~7. (Amersham Pharmacia Biotech K.K. 
) ^ ^^^') y-iiy 7 (Amersham Pharmacia Biotech K.K. ) , ^U—h- 

-tr^ro — X (Amersham Pharmacia Biotech K.K. ) ^ MonoS (Amersham Pharmac 
ia Biotech K.K.) . V)]^ ^M^j: t'<D^i3 y A ^ h ^y y ^ - iM^^^"^ 
io^^Zt^zX^^O^t-^^V^^o ^ >/^°^K{±A280 nm. Lowryj* J; ^ 

[0 0 4 91 
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. ■^<D^^m^m^^nmxm\^x^^xdi^^j:'ofzzt. y j i^-fuv z^.^ y-f^ 
}f\z^^i^m.(r>9y^^^%/mBm\\T'-^'h^m^^^fzz.h^ ±m<Dr-^i 
mrnxmrnir^ ay\£:^^ -m^ij^^m\^fz::-t ^imm^£^^w.t x^mn. lo 

[0 0 5 01 

(4) HPP-CFC?!&14<7)rSiJ^:^?* 

[0 0 5 1] 

:^mmmiZiB\^^X. iM.m. r < ym^^m-^X^mir^m^. IUPAC-IUB Comm 
ission on Biochemical Nomenclature^: ^H&-^i Ttiti^lI^g^tC j3tt'2)'ltffli8& 

[0 0 5 2] 

-t^fz)sb<D^(Dxh^ . ■^mn<r>mm-^m.'^-t^^t'k^mt-fi>^<DX{iti:^^ 

o 

[0 0 5 3] 
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(1) 11 hS6m<7)iii^ 

1i hS6^l3a*750 cm2(7)^*®a=l:#on-9-'-Kh;U (Corning, 430851) T' 

•/f (FBS. Hyclonett) ^'B-tfF-12t-gi|fe (Flow Laboratories) SOOml^fflv^T. 3 
7t:. 0.5 rpm-e72B#P^i#«L/Zo 72BfrBl^«m. ^«±ft * it^M^f^ HJ: ^ 
1^1:. ymmmitmmmm. (Phosphate buffered saline:PBS. BtK^^) 

[0 0 5 4] 

(2) ^ x-tfiMi^ J: ^mik^mm.is X ^^xtrziimitmmmm<Dmmis 

(KYOWA HAKKO KOGYO Co..Ltd) ^i^-^Lfz'^'y ^:^^hmz'WmMm^^h. 

=^HPP-CFC 3 n - - iS: ^ Mmir ^ztizx^^ m.ila.nmmis J: xfX t fz (iit jflL hu 

. -<7)?|iJ^^i =^HPP-CFC::i n--ff^^i£ii?gttiiJ^Si: o 
[0 0 5 5] 

*^e^tc(i. -v^xBOFi (^x, io~i5];iM. B^^f^^-^w^ • ')^^-x^m 

X) 1^5- -7 5i- n >^ 9 V ;u (150 mg/kg. i . v. ) (KYOWA HAKKO KOGYO Co. , Ltd 

) 2Bmzi^w%i)-^h^wmk^m^\^fzo wm.\^fz%wm.^'7 y 

V^X'^^T.Zmim (CALTAG) . (CALTAG) . B220*/L# (CEDERLANE) . G 

x-\m$- (CEDERLANE) . Mac-li5L# (CALTAG) "C^^L/io ^tti^^ -;' hi5L#{i 
■t^Xl^-km^X^fZo 'A\z^^^^y MgG*jL^1fliJcr-f "^If-X (DYNAL) ^ 
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hZin. ^m-^-iJ- (Lineage marker) (Lin-BMCs) ^^fZo 

Lin-BMCs*10%FCS (Invitrogen) \mWamW%^ (Invitrogen) -^2.5X104 eel 
\s/r&\t^j:^X^\,zm^LfZo ^cTj^T^rSt^-^-^^IL-S (ftl^rtS. 10 ng 
/ml) (INTERGEN) -^mmk. ^(r>mf^n-i&WLi2A'K-fV-Y (Corning) (D^ 
^j:-)V\,z\ m\^^1m^fZo ov>T% ^)\^\Z'^yf)V^'Mwi^. ZlX:. 5%C02 

(Dm^'rco2^ y^^^-'^-n^zxi^mLtzo it«6Bi^o^ioBatc. ^-^j^ 

;n+'(7)J^^?j^^^iijiL/:m. ^<Dnh(O200fx\^m^LfZo 15 ml(7)ii>L^l=^^ 
-rn. C<7)^^lXL/iJ#*?S200;£/ ItFCS 1.5 ml (ftll-?^Jt30%) . BSA 0.5 ml 
(ft$l-aiKl%) (ICN) . 2-ME bOfxl («*«-MSlX10-4 M) (Wako Pure Chemi 
cal Industries, Ltd.) . a MEM-Cj^^ L/::2. 5% ^ ^;U-b;Pn ->?>2 ml {m'iVi^ 
m%) (Shin-Etsu Chemical Co.. Ltd.) . #iilfiLST-50// 1 (-7>>;^IL-3 (IN 
TERGEN) . SCF (PeproTech) , h IL-6 (PeproTech) . G-CSF (CHUGAI PHARMAC 
EUTICAL CO.. LTD.) . M-CSF (l^^^tt^ K';+^) I i--<-C**l-8iJtlO ng/m 
1) . aMEM 0.5 mlt^?ML^*7()^^5 mli:^^ CLfCo ^O'ik. 20^r^^ 
fiLr^^fe§. -e<7)l ml^4t$CC7)35 mmr?Mm^«fflT-V •;'va^ (Corning) K 
W'LfZo 9 cmv^- Vtl2o<7)35 mm7">f y v^trAti, ^ HS@7K^Anfc7 
^5'=^L35 mm-rV y v:xl'|@^AtL-C. 37t:. 5%C02<7)^f4^TC02^ iJ' 
-|*Itrl4BrBm«L/io il:S2 mmJiI._hiO=rnr:-=^HPP-CFCh LT-eoi^c^vIlJ^ 

tTtZo 

10 0 5 6] 

?m\zxm^u%mw^Ltzw^mM2^9 gmmmzio m Tris/Hci/-?-;'7 7 

- (pH7.0) ^m^X. AX:\ZX. Potter-ElvehjemMr7n> {^m^U) -"^^ 
v-:h^-if- (IWAKI GLASS CO., LTD.) \zxWMLfZo ^Sa^^^^jt'L^^SI (8000 
rpm. 20 min) tlTl^* L/c±vf t;-^v^T50%l&fO <!: 'fc ^ J: 9 t^^c^T 
A (1^^) ^v^SPL/Co -e<0±yf ^2 Mm^/20 mM Tris/HCl^-^ 7 t - (pH 7 
. 0) X^Mit Ltz-7 i — ;W-t 7 T n - (Amersham Pharmacia Biotech K. K. ) 



tBliE# 2003-3104791 



2001-400330 



^-v: 23/ 



(i3Et;i inM Tris/HCl^'^" y 7 r - (pH 7.0) ®^tCv#tli $ tiTV^^ ^ 

wo I 

[0 0 5 7] 

•7 j^-;i/-t7 T n-7.-et#'btvf^-/S-14il^^0.6 M NaCl/20 mM Tris/HCl 
/-^y^T- (pH7.0) KMLX^Id-m^Lfz^. ^y^-yyr-XWm'itLfz^^^ 
U >--fe y ru~7.fi v l'^ (Amersham Pharmacia Biotech K.K. ) 
2 M NaCl/20 mM Tris/HCl/^>y7T- (pH 7.0) X^^'kM^^^^X^fz^ 
<7)^/N'<; >V#ai®55-*20 mM Tris/HCl/'^-y 7 r- (pH 7.0) t:4^f^f^L. 0.5 
M NaCl/20 mM Tris/HClz-^'-y 7 T- (pH7.0) X^mVcX^fzm (Cu) ^l^-h- 
^•7 TU-T.iJ^ ^ (Amersham Pharmacia Biotech K.K.) 0. 5 M<!: 

0.3 M NaCl/20 mM'j VW.^ ^ 'J A/-? y -7 r - (pH 6.8) Xm^mXW^-t ^ 

^y^ yyT-m.^^n-^fzo 

[0 0 5 8] 

fS-^M^tiO. 1 M-r ^ ry-;V/^0.3 M NaCl/20 mM'J h V A/s -y -7 r 

- (pH 6.8) tli ^)^tb^^i:^ '?-<7)^ ^0.4 M NaCl/20 mMV h 1; A/s- 

■y7r- (pH6.8) -C^^ibL/iMono :t AtC;e»4tTr)tLiS0.7 ml/ 

:^tc-C0.4~2 UmaCW7i^J^> VmH^^^J^^ v#m^fttC{i||-?^JgO. 1% 
ct ^ lc#Mr!&tt^JCHAPS^y^i?P L-Ci^# t /Co HPP-CFCrSttfi 7 7 ^ v a >47~50 

^m^^^iiskxmm^itfzo - c -cMono smnm^^m^rm^ (7 ^ v a >47 

. 48) tU^m^ (•7^^v3>49. 50) <7)2iij5j^tC:9'ltT. ^/^^) yiJv^X 
<7)^*9vJ^> h i^nv Hci OJ®^14-FGFa:<7):0-g6^^ci^/:o 0.4 M NaCl/20 m 
MU h -^A/s-y -7 r - (pH6.8) /O. l%CHAPST-¥^'fl: L/i^/n"'; >-b 

7 r n-;;?.:^ ^ AtC754t/:t^. i/tjlSO.7 ml/^Hr0.4~4 Mc^^NaCl ^'''7 v > h 

[0 0 5 9] 
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Mono SmiiM^m^-A- h^ty^^i/B yZO-mzm^-^mib hixtzi)^. ^ i 
[0 0 6 0] 

—-^^ Mono Sf^4^®:8'(i7 9^">3 >30~32 (ig*14-FGF®^) J^Jl^Uc, ELIS 
kXUm^^-YGe-hm^^^^^^^y y a >22. 231CHFP-CFC3 n^-f^^'fJgjitS 

ta*tt-FGF 1 ng/mlv^iJP L/i^>-eOT -fe-f ^tf o /io ?l&t4{i-7 ^ v a >22 
. 23ii#fl:^^fi^HEi6^tt. ?i^#:Jg«6Bg<t f)lO0go:^7!>^';^v>HPP-CFC3n 

22. 23t;il*t4-FGF##.-r-(7)7;i^?St4^Sx.^HPP-CFC3 n^-fMiSB^I&tt^^' 
mit>htifZo 

[0 0 6 1 ] 

^u-rh ^n-^fzo 0.3 M NaCl/20 mM'j yMi- h U A ys- y ^ r - (pH 6.8) 
/CiroCHAPS-e^^-fkL/c^/N"'; >-fe7Tn-;^:^;9A(C7{>nt/cf^. 0.3-2 M 
<7)NaClt r9vJ^> h<fc|@S=^M< LT-^tb^tfofco HPP-CFCn n ji-B^iSsi 
f^14(i-7 9 ^ V 3 ;^25-27tc^,i6 "btL. :$:®^4'lC{im^tt-FGF^5'^^ L'^v^* 

^ELiSAri-ciiM LTtio rS'l4Iii55>'e*^ -7 ^ -> 3 :^26-e#»'fS^6ljtc?g14^^~iS 

it>hfi^ i^Stt-FGFv^JPT y-b^ 4>ia»tt-FGF^^*t?(7)^^^Vl&14^^£'?> 
HPP-CFCnD^-ff^^jJ£ji?!&tt3^sig.*!)'b*ifCo ^fc. ^!&141i^'t'lC{iSDS-'-^°'; T 
^ ;i^T ^ KW^^^lft:^^ (r^l^jtJS : 10~20% ^^'^ v a. > h ) tcJ: 20 kDa<0 

y^'> I'-^^mi^^tifzo 

[0 0 6 2] 

> K^^i-M55*7&^'S6*flaBai20 L^-'bl^0.4//gt#'bn. ^(7)ij:^(iHPP-CFC=f n^- 
mis J: t;*V^ /c(iitlfllHtflEmoli5iio J: Vytfzit^i\:iS:Mm\ii:m-r^'^ 
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10 0 6 3] 

[0 0 6 4] 

1 : #-;20 kDa (SDS-PAGE) 

[0 0 6 5] 

2 ^S*: 8.1 ±0.5 

AFB Multiphor II (Amersham Pharmacia Biotech K.K. ) ^ils.^ Lfz2>X7LW.% 
[0 0 6 6] 

[0 0 6 7] 

MSi3 J: miSXMSiJl^c07t:<feco-H- > y^l^MM 

2^HT-^fiJKffL/c20 kDa/^> K^-a-tffflM:^^^. 12.5%T iJ"; ;l/T ^ K^';i^ 
J; J5 SDS-'-}^° T U T ^ KK^?^S!)^ffm. 0. l%CBB/'40%MeOH/l%AcOH 
T-^feLfCo 20 kDa^N'> K^l^ffif^. -?-<7)/-«> m L. 40%MeOH/l%AcO 

H-eflJlfeLT'Co la-feLTt^'^l^^lO mM DTT/lOO mM NH4HCO3 pH 8. 74" -C-^il L. 5 
at:. VmWi^ y^^^-Y\k. 55 mMS-KT-thr^ K^r^tinL. B^m. 45:8' 
>r h-f ^^^Hi 19. :$imir<7yM7€r)\^^Mtiff'ofzo i&m<r>M7C 

n^r)V^)Vitn^y)Vi)^hWii:^ik. 150ngh';7'v> (Promega) /5 mM CaCl 
2/50 mM NH4HC03^Y3Sl)nL. h 7° v ^M'fl:^ . 37t:. IZnmn^tZo U. 

fDll-Tm. -^-7°^ KifM-?l^J|^^JfttBL. >^tr- KV-^ y (Savant) tlit)^^ 
^ -lirfsio 0. 05%TFAT'?t^P L fz-<-f^ KBfM'yl'&tf =^ . 0. 05%TFAT'¥#&'fb t ;'^Po 



mm 2003-3104791 



#11 2001-400330 



^-v: 26/ 



rosR2 (Perseptive Co. Ltd.) izmt. 50%MeOH/'0. 2%FATi#m ^-^ir-^ <^ i: 13 

xy)mM.Lfzo mm.Lfz-<y^ vm^iW^^!^^. Kfi^*f (ms) isx:/^>7-'^ 

(MS/MS) iij^<7)7t:a6<7)-if (p^i^-^-7°^ K^fM-^b-^t?) L/i 

l-l^^-o T^To Tt; (Wilm, M. , Shevchenko, A., Houthaeve, T. , Breit, S. , Schwe 
igerer, L. , Fotsis, T. and Mann, M. Nature 379,466-469,1996) o 
[0 0 6 8] 

^a^Otfit?^^tC{iIzgmM^*niifiltf0#rBlMS»^1?fttcOQ-TOF i-r^ ^ 
V^-^y^ KKfrM-^I-g-tl^^tt^tHStCov^T. -en-TtiMStc j: Omz 100-1500OIE 

o 

[0 0 6 9] 

[^1] 

MS *5 J; 2/ MS/MS W Tt# ^ tlfc ± /<j: < ^ > 

^^^^> : 583. 82 (.2 m) 

;>-T 'f ^>#^- : 2 

^^-^-f ^> : 669. 39 C 2 (SB) 

ypy^h-r;^-> (y ion) : 712. 43, 827. 45. 990. 51. 1 103. 60, 1 174. 66 
•fay^'h'X^> (i ion) : 86.08. 136, 07 

^^-(:t>m^ : 3 

:^^<;t> : 670. 9 ( 2«) 

[0 0 7 0] 

>^t;CtL^3ocO2flfi:0'i^^:t>=^10SlJtCM^?^LT. MS/MS ^ SO ^ L^tio -€-<7)*t 
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X^^^y'—9^—7.'^%-fu^'=7h,(r>\^^ ProteinProspector (http://prospec 
tor. ucsf.edu/mshome3. 2. htm) ^fflv^Tlt^ L/i C ©^TfiT ^ >' Pin 
^ LTMI^<7)li h^^|^M3-7 ^ > (AC: P23528, pi 8.22, 166 aa 

[0 0 7 1] 

tL-i>^-7'^K (^2) ^^^x^m^mm-^^^ yiiy^^m'm.-t^^h\z^^i^M\. 
Lfz mi) o 

[0 0 7 2] 

(AcetN) ASGVAVSDGVIK + Na ^Jn 

YALYDATYETK 

LGGSAVISLEGKPL 
[0 0 7 3] 

(1) 11 hse^fla^a^^ocDNA ^ -<7)fp^ 
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tejfli-/fJt^bF12 (Invitrogen) ^XtifzU-^-yT^ h )l^KX4Bm^^LfzS6m 
m (l.2Xl0^mm) X . Fastlrack mRNA Isolation Kit (>f > If h n 
) ^fflv^-C. 37;«g(7)S6lffl^-polyA RNA^i^^L/::o -e^OS //gc7)S6#fflflg-polyA R 
NA<t TimeSaver cDNA Synthesis Kit (Amersham Pharmacia Biotech K. K. ) 
<}: Directional Cloning Toolbox (Amersham Pharmacia Biotech K.K. ) ^fflv^T 
. EcoRI (Takara Shuzo Co., Ltd.) mmM^UiiL tHotl (Takara Shuzo Co., L 

td. ) mmmmtL^nmi^zw-ofzcdM^mmLfzo 

[0 0 7 4] 

>k . cDNA iAyr->^^u-:z.>V^^^-A ExCe 1 1 Not I/EcoRI/CIP (A 
mersham Pharmacia Biotech K.K. ) H#AL> Gigapack III Gold Packaging Ex 
tract (Stratagene) ^fflV^T. in vitrei ^° y ^- > i^^'^^fo /jo ^liMNM522 
(Stratagene) imi.t LXy"^ - ^^'km^^^^'Cm^^XM'kmm-r^ t 
. 1.37X106 pfu-e^)o/::o ■kmMm522^m±t LX . ^ ^ "T^ U -Jfips 

^^fv\ 6.9X1010 piu/'mKDSemfl^cmky ^ V ~^WfZo S6*fflfl&cDNA7^ 
-<7)^j:^}f X{±1.0 kb-e^)o/io 
10 0 7 5] 

(2) PCRtc J: ;i> 11 h =1 -7 V >cDNA<7)^^ft ^ n - > 

J3^MS5fe h W^m =iy^vy(Dr^y mw.m ^ ^ - Ki- ;i, Jti^ge^ij (AC : d 

00682. 501 bp) ^mz^ti^'tL^'} ^f-r-SKOlS (1112<7)l-26t;^t)cs y'y^-r 
-SK013:SEQ ID NO: 3) ioiO^'SKOU (11120476-5011^*^)3. 7°^ -^-SKOM 
: SEQ ID NO: 4) ^^^Lfz : 
T'^-f -7-SK013 5'-ATGGCCTCCGGTGTGGCTGTCTCTGA-3' (SEQ ID NO: 3) ; 
7°^^-7-SK014 5'-TCACAAAGGCTTGCCCTCCAGGGAGA-3' (SEQ ID NO: 4) o 
[0 0 7 61 

^ h WBm:=i 7 -f «; >cDNA(i. _LlfiS6^MNA^ ^zTyV- imm. tL. -fy 
>r-7-SK013 (SEQ ID NO: 3) is J: -7-SK014 (SEQ ID NO: 4) ^zfy^ 

-r-tLX. Advantage 2 polymerase (^n>-ry^tt) PCRt^ J: l9 ±i 

mLfZo ^om^^M^^. Zero Blunt TOPO PGR Cloning Kit (^ >lf h n 

>n) ^fflv^. pCR-Biunt ii-TOPo^^' ^-ic-9--r^n-->i^L. m^oo^mn 
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<7)DNAifM-^^fo|^tt^n->^t#fCo Utti^ n - tcov^T. BigDye Terminat 
er Cycle Kit (T-/7-f KvJ^-rAXtt) ^•fflv\ ABI PRISM 310 (T-f^^ K 

ym<7)E^m*^*oTv^j5?;6-o7t (113) o 
[0 0 7 7] 

(3) t: h I^^M^i -7 ^ V ycmA(DmM^^ ^ -Of^i^ 

^mm^y ^ 'J >cDNAi^ n - > tpKDEMSS^i^ ^ - (Kitano K, Fukuda Y, Nag 
ahira K, Nasu T, Izumi R, Kawashima K, Nakanishi T Immunol. Lett. 47,215 
-222,1995) S^^pDE^^:' EcoR I'em'fWI:. T ^) :^^7.y r ^ --^ (Ta 
kara Shuzo Co., Ltd.) tlJ: '0 ^m^itLfZo ^(D^. ^mM^ y ^ >cDNA 
^-g-tfEcoR I8lf>T-i:pDE^i5' ^-DNAKffjt*T:^fn-;^y;m^^^i!jf^, DNA=^# 
is'y)\^im^ti!iL. CONCERT Rapid Gel Extraction System (Invitrogen) 
^m^LfZo DNA Ligation Kit (Takara Shuzo Co., Ltd.) $mM=i y 

^ >; >cDNA8lf>t^pDE-^^ ^-DNA^n-tC}$AL, ;>cM®JM109 (Toyobo Co., Ltd 

.) ^fm^i^-r^^Ltizjay), }^ h^mm^y ^ ycmA(D^M^^ ^-t:m 

[0 0 7 8] 

(4) n h ^mm uy^^)y (Dom-mm is tt ^ 

[0 0 7 9] 

h^t?;ai3-7>f ij ><7)cos-i^BtJ.mott^^g 

b#^^M=?-7>f >cDNA^il^i^ ^-^fflV^T. 11 h#^KM:3-7^ 'j y^W} 

o LTcos-i^ffljja imit^m^mij-hmx) ^m^K v-i^'^^ 

«9 11 hl^lSM^^-f 'J >cDNAl&?l^^ ^-=Sr h^>;^7ii5'v3> 

ttiiE# 2003-3104791 



#M 2001-400330 



^-v: 30/ 



LfZo i'^J:t>ib. cm<D^mmr^ i^j. (Coming. 430167) ICC0S-1« 

=&lX106|ifa^filx.ii^fio ^mii. lOro-iz vH^j-BifiLft^^tfDulbeccoOOS/h'i:^ 
mi^m (DMEM. NISSUI PHARMACEUTICAL CO., LTD) ^m^^fzo SB. Opt i -MEM I 
(Invitrogen) 5 ml-C«^lllI'J >^ Lfz^ik. 5 mlOOpt i-MEM I^^^JP 
37'CT'2B#F^i&«L/Co 2Bf^i^«f^, v 1^^ I) , ^Wfl2 (3) 
-f^^ t fz^^-f"? Y\fx XXf')y^°y (Invi trogen) 10;« g(r>mM 

^jJDx.. ^h\,Z^ 37°C-e5BfFflit«L/io Opti-MEMi&Hfe^S ml^JPx.. -g- 

ftlO mli:L> 5%C02#l£T. 37lC-e72BtrBli^« L/io 72BtF^Jt«m. it'W^f^ 

[0 0 8 0] 

Mn^-f >; >cDNA|&^^iJ'^-5r h ^ "7 :c ^ v 3 > Lfc^«±?tt3{±. 

<O20 kDa<7)/-?> K(i. ^ >yu y ^ If -y h tS: 1^ h #^^M "7 ^ 

ij^^T'^K (13-22) 4^°'; i^n-:J-;l/t)t#: ^ Y )V Y iVy^) tmmm 
tcElStTto L7t;6^^oT. h#^Mn-7^ >^^ti:^LTu^^Ci:755' 

mm ^ fifzo i ^ ^ > y n -y b ^ <tsds-4^° t >; ;u t ^ Km^f^^Kj^ 

gT'^b ^^t ^mu L Tto 

[0 0 8 1] 

^ h4¥^m=jy ^ yi:nXLX^^^j:^^t t(D§^m^^ ^- (pDE^^^-) 
?rh7>;^'7a^^v3> L/v:^«±vt^. 10% h >; n ;i/g^^C J; 10 

v^^ t#x.fbn-ri/i#^M='-7^ 'J >7&^ :^rl:>M<i: LT ^> :b-r>^75^^'b#41- 
^ ^ ^fij^ Lf^o 
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[0 0 8 2] 

h^i)^^i)^^m^-t^fzib. *&«±^ttcov>T. HPP-CFCT y -b-T ^^f o fco 
[0 0 8 3] 

V'^y^.BDFl (^X. 10~15ilft^. X^mX) K^Xi)^A. 

nx-^h ^-y )V-^u^yy)V^ (150 mg/kg. i . v. ) (KYOWA HAKKO KOGYO Co. . 

Ltd) ^^^^-Lfz'ik. 2B'ik<r>'^^7.(Dim^i)-h. ^m.mm.^w^\^fzo 

tz'^mm^'k'yy Y^}L-r^7.QX)AtjLi^ (CALTAG) . QmHi^ (CALTAG) . B220tJL# 
(CEDERLANE) . Gr-1^#: (CEDERLANE) . Mac-l^Jt^ (CALTAG) XUm.\^fZo ^ 

-X (DYNAL) ^Kl^^^^fz^ik. -^^^^^y Y^m^^X^^ i-\£~Xtm^\^fzm 
m.'km^-^h^ <h Hi . mif-^- - (Lineage marker) PM4^#M#fflfl& (Li 
n-BMCs) ^ntzo ^fi^. jtiflL#«®55^t LTHPP-CPCT y-b^lcfflv^/Co 
[0 0 8 4] 

nhfifz^HmmUm^^. 10%FCSr^j!jP aMEM^*T-2.5X104m/mHCp^ 

*7V- h (Corning) (D^tl^tKD jDUfpiZl ml-To^g^. ^^iZ^^j:.)^ 

- - T y -b tl-W-r C .h J: i) ff^fig; ;^ ti ^ E^'c^HPP-CFC ::i n - - iO^-f 
^ ^ t Hi HPP-CFC?S14(7) PJ^ ^ ^ o 
[0 0 8 5] 

00 gT'tS-14±#ffi[6]^^-r2^H?-#^<7)HPP-CFCfg14^. ^itH?tJt^^F6<JH^ 
L;^c (I1I4) o rSI^^^'l^^^lJ^ti/^^^Jgfin^'f 'J ^i: LT2.5 ng/mlflJt (1214'C 
ofilin3i:^l£) J':Jl±-e. SCF 1 ng/ml (H't'SCFl t^ffi) tm^X$>^fZo m 

mm<Dmm±m^^'^mm(7)j^mm\^ Yfmm::iy ^ y^mm^tixis o . hp 
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[0 0 8 61 

m±oj[ifi^iiT. i&^T-mT ^^>m%o^ y^^^^t Lxm^<^'^ h^mm 

[0 0 8 71 

mm.(Dmm^ i rf/ 1 tz li^immm ^tm-r ^ ^ ^ . mmis x xf/ 1 tz 
ii^it<7)^mm¥'^izw-^^^is^nmmiixv'^ytfzii^i!B.mmmm^i^mt-r^ 

m<Dmmi^xv'ytfzii6^j\:^iS:M-t^ ^tiZ'D^j::^^^. fz h 7L\f^^mM(r>% 

[0 0 8 81 

<iio> 
n 

<130> 012986 

<160> 4 

<200> 1 

<211> 166 

<212> PRT 

<213> Human 
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<223> Amino acid sequence of human Cofilin. 



<400> 1 

Met Ala Ser Gly Val Ala Val Ser Asp Gly Val He Lys Val Phe Asn 

5 10 15 

Asp Met Lys Val Arg Lys Ser Ser Thr Pro Glu Glu Val Lys Lys Arg 

20 25 30 

Lys Lys Ala Val Leu Phe Cys Leu Ser Glu Asp Lys Lys Asn He He 

35 40 45 

Leu Glu Glu Gly Lys Glu He Leu Val Gly Asp Val Gly Gin Thr Val 

50 55 60 

Asp Asp Pro Tyr Ala Thr Phe Val Lys Met Leu Pro Asp Lys Asp Cys 
65 70 75 80 

Arg Tyr Ala Leu Tyr Asp Ala Thr Tyr Glu Thr Lys Glu Ser Lys Lys 

85 90 95 

Glu Asp Leu Val Phe He Phe Trp Ala Pro Glu Ser Ala Pro Leu Lys 

100 105 110 

Ser Lys Met He Tyr Ala Ser Ser Lys Asp Ala He Lys Lys Lys Leu 

115 120 125 

Thr Gly He Lys His Glu Leu Gin Ala Asn Cys Tyr Glu Glu Val Lys 

130 135 140 

Asp Arg Cys Thr Leu Ala Glu Lys Leu Gly Gly Ser Ala Val He Ser 
145 150 155 160 

Leu Glu Gly Lys Pro Leu 
165 



<200> 2 
<211> 501 
<212> DNA 
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<213> Human 

<223> Nucleotide sequence of human Cofilin. 

<400> 2 

atggcctccg gtgtggctgt ctctgatggt gtcatcaagg tgttcaacga catgaaggtg 60 
cgtaagtctt caacgccaga ggaggtgaag aagcgcaaga aggcggtgct cttctgcctg 120 
agtgaggaca agaagaacat catcctggag gagggcaagg agatcctggt gggcgatgtg 180 
ggccagactg tcgacgatcc ctacgccacc tttgtcaaga tgctgccaga taaggactgc 240 
cgctatgccc tctatgatgc aacctatgag accaaggaga gcaagaagga ggatctggtg 300 
tttatcttct gggcccccga gtctgcgccc cttaagagca aaatgattta tgccagctcc 360 
aaggacgcca tcaagaagaa gctgacaggg atcaagcatg aattgcaagc aaactgctac 420 
gaggaggtca aggaccgctg caccctggca gagaagctgg ggggcagtgc ggtcatctcc 480 
ctggagggca agcctttgtg a 501 

<200> 3 

<211> 25 

<212> DNA 

<213> Artificial sequence 

<223> Primer sequence for amplifying human Cofilin gene. 



<200> 4 

<211> 26 

<212> DNA 

<213> Artificial sequence 

<223> Primer sequence for amplifying human Cofilin gene. 



<400> 



3 



atggcctccg gtgtggctgt ctctga 



25 
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<400> 4 

tctccctgga gggcaagcct ttgtga 26 

m 1 1 inifi. t: h^mm^y ^ u > (ac : P23528) (D-^xmrnm^^^ 

m 2 ] m2ii. h^mwmM:=ty ^ > (ac : D00682) o c dM<Dnm^ 
7r:-tm-c$)^o T«afp^{±7°^-f -7- 1 LT^t y^^v-sKois (seq 

ID NO: 3) isXV^y4-r-SK014 (SEQ ID NO: 4) ^-^^ Lfcgpfi^^-To 
II1I31 I113(i> 11 Ml^MS* (±^) i:iihS6«S5^ (T^) 

[EI 4] 04(iam^Mli h4mm=iy^ >; >^l&^?-lir7tC0S-imo:^« 
±/f o u ^ T . HPP-CFCT y -t C J: ^ . 5tlfiL##ffl^Jiipif^ffl ^ iFiffi L fcIS:^: * 

1. 2. 3, 4{±X1. XIO, XIOO. xlOOO^g^f^^^-ro CI, C2ii'if-yy)l't 
mM(D?BS^mwi:fz'^ ^)l^X^^o SCFK 5. 10(±1 ng/mK 5 ng/mK 10 ng 
/ml^^-To r h3-7^ LTCofilin l{i250 ng/ml (i&«Jirt^l/l 

Olv^^jn) > Cofilin 2(i25 ng/mK Cofilin 3{±2.5 ng/mK Cofilin 4(±0.25 
ng/ml T'^ >5 o T-*- iiWii^^^6 0 B i: 10 B g ^ )V<D^mWL200/u l^<D]i 
PP-CFCnnjii-^^^i-o Input {i^*fro*fflfla#3S?^200/^ 14'<7)HPP-CFC=i n 
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imm^] mm 
imi] 

\i h^pmm=iy > (ac : P23528) (D—:k^m 

M ASGVAVSDG VIKV FNDMKV RKSSTPEEVK KRKKAVI.FCI. SRMKNIILE EGKEILVGDV 
GQTVDDPYAT FVKMLPDKDC R YALYDATYE TK ESKKEDLV FIFWAPESAP LKSKMIYASS 
KDAIKKKLTG IKHELQANCY EEVKDRCTLA EK LGGSAVIS LEGKPL 

ym^^i:t. MS *5ckt^ MS/MS izj^^mnm^m^^mTo 



Met Ala Ser Gly Val Ala Val Ser Asp Gly Val He Lys Yal 



Asp Met Lys 

Lys Lys Ala 

35 

Leu Glu Glu 

50 

Asp Asp Pro 
65 

Arg Tyr Ala 



5 

Val Arg Lys Ser 
20 

Val Leu Phe Cys 

Gly Lys Glu He 

55 

Tyr Ala Tlir Phe 
70 

Leu Tyr Asp Ala 



10 

Ser Thr Pro Glu Glu Val Lys 
25 30 
Leu Ser Glu Asp Lys Lys Asn 

40 45 
Leu Val Gly Asp Val Gly GU 

t)0 

Val Lys Met Leu Pro Asp Lys 

75 

Thr Tyr Glu Thr Lys Glu Ser 



Glu Asp Leu 

Ser Lys Met 
115 

Thr Gly He 
130 

Asp Arg Cys 
145 

Leu Glu Gly 



85 

Val Phe He Phe 
100 

He Tyr Ala Ser 

Lys His Glu Leu 
135 

Thr Leu Ala Glu 
150 

Lys Fro Leu 



90 

Trp Ala Pro Glu Ser Ala Pro 
105 110 
Ser Lys Asp Ala He Lys Lys 
120 125 
Gin Ala Asn Cys Tyr Glu Glu 
140 

Lys Leu Gly Gly Ser Ala Val 
15& 



Phe Asn 
15 

Lys Arg 

He He 

Thr Val 

Asp Cys 
80 

Lys Lys 

95 
Leu Lys 

Lys Leu 

Val Lys 

He Ser 



160 



165 
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[ia2] 

t hfi^^lN^^n :7 ^ U > (AC : D00682) CO c DNA 

atggcctccg gtgtggctgt ctctga tggt gtcatcaagg tgttcaacga catgaaggtg 60 

cgtaagtctt caacgccaga ggaggtgaag aagcgcaaga aggcggigcl cllclgcclg 120 

agtgaggaca agaagaacat catcctggag gagggcaagg agatcciggt gggcgatgtg 180 

ggccagactg tcgacgatcc ctacgccacc tttgtcaaga tgctgccaga taaggactgc 240 

cgctatgccc tctatgatgc aacctatgag accaaggaga gcaagaagga ggatctggtg 300 

tilaicLlcl gggcccccga gtclgcgccc cttaagagca aaatgattta tgccagctcc 360 

aaggacgcca tcaagaagaa gctgacaggg atcaagcatg aattgcaagc aaactgctac 420 

gaggaggtca aggaccgctg caccciggca gagaagctgg ggggcagtgc ggtca tctcc 480 

ctggagggca agcctltgtg a 501 
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[113] 

$^mmo y^o ><Dmmm(D7 ^ ^ > > 

10 20 30 40 50 

cDNA 1 ATGGCCTCCG GTGTGGCTGT CTCTGATGGT GTCATCAAGG TGTTCA^CGA 50 

S6 cDNA 1 ATGGCCTCCG GTGTGGCTGT CTCTGATGGT GTCATCMGG TGTTCA-^CGA 50 

60 70 80 90 100 

a&agcDNA 51 CATGAAGGTG CGTAAGTCTT CAACGCCAGA GGAGGTGAAG AAGCGCAAGA 100 

S6 cDNA 51 CATGAAGGTG CGTAAGTCTT CAACGCCAGA GGAGGTGAAG AAGCGCAAGA 100 

110 120 130 140 150 

IteaScDNA 101 AGGCGGTGCT CTTCTGCCTG AGIGAGGACA AGAAGAACAT CATCCTGGAG 150 

S6 cDNA 101 AGGCGGTGCT CHCTGCCTG AGTGAGGACA AGAAGAACAT CATCCTGGAG 150 

160 170 180 190 200 

ll&^cDNA 151 GAGGGCAAGG AGATCCTGGT GGGCGATGTG GGCCAGACTG TCGACGATCC 200 

S6 cDNA 151 GAGGGCAAGG AGATCCTGGT GGGCGATGTG GGCCAGACTG TCGACGACCC 200 

210 220 230 240 250 

ife^cDNA 201 CTACGCCACC TTTGTCMGA TGCTGCCAGA TAAGGACTGC CGCTATGCCC 250 

S6 CDNA 201 CTACGCCACC TTTGTCAAGA TGCTGCCAGA TAAGGACTGC CGCTATGCCC 250 

260 270 280 290 300 

IfeMcDNA 251 TCTATGATGC AACCTATCAG ACCA-^GGAGA GCMGAAGGA GGATCTGGTG 300 

S6 cDNA 251 TCTATGATGC AACCTATCAG ACCA^GGAGA GCMGAAGGA GGATCTGGTG 300 

310 320 330 340 350 

JfeM cDNA 301 TTTATCTTCT GGGCCCCCGA GTCTGCGCCC CTTAAGAGCA AAATGATTTA 350 

S6 CDNA 301 HTATCnCT GGGCCCCCGA GTCTGCGCCC CTTAAGAGCA AAATGAHTA 350 

360 370 380 390 400 

teSicDNA 351 TGCCAGCTCC AAGGACGCCA TCMGAAGAA GCTGACAGGG ATCAAGCATG 400 

S6 cDNA 351 TGCCAGCTCC AAGGACGCCA TCMGAAGAA GCTGACAGGG ATCMGCATG 400 

410 420 430 440 450 

jl&McDNA 401 MTTGCMGC MACTGCTAC GAGGAGGTCA AGGACCGCTG CACCCTGGCA 450 

S6 cDNA 401 MTTGCMGC MACTGCTAC GAGGAGGTCA AGGACCGCTG CACCCTGGCA 450 

460 470 480 490 500 

jfe^cDNA 451 GAGMGCTGG GGGGCAGTGC GGTCATCTCC CTGGAGGGCA AGCCHTGIG 500 

Sfi cDNA 451 GAGMGCTGG GGGGCAGTGC CGTCATCTCC CTGGACGCCA ACCCTTTCTC 500 

510 520 530 540 550 

Ife^cDNA 501 A. 550 

S6 CDNA 501 A. 550 

m^-^WS.^ 2 ^£«Sr->r K-lf^, y^^-rtl^^^ I/> h S a.-'r—i^B > 
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HPP-CFC Assay(Cofilin) 
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fzit^M.mmmm<7ymmiixz/xtfzii^mmM'km^ir:hztimmt-r^ 

o 

/t fz\tm.m.mmmu<Dnmii i xf/t fz\t6^immn ^^m-t^ ^ <h n j: 17 . 
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